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SUPPLEMENTARY FIGURE LEGENDS 
Supplementary Figure 1 α4β7 is downregulated on CD8+ T cells upon coculture with live or 
inactivated bacteria. Expression of α4β7 on CD8+ T cells after total splenocytes were 
cocultured with live or heat-inactivated S. typhimurium or E. coli (MOI of 10). 
(A) Representative histograms are gated on CD8+ T cells. (B) Diagrams show the mean 
values of quadruplicates ± s.e.m. (C) α4β7 downregulation on CD8+ T cells upon TLR 
stimulation is dependent on MyD88 and results in reduced binding to MAdCAM-1. 
Expression of α4β7 on CD8+ T cells after total splenocytes from wild-type or MyD88-
deficient (MyD88-/-) mice were cultured in the presence of TLR ligands for 36 h. 
(D) Adhesion of cultured splenic CD8+ T cells or TK-1 cells to plate-bound recombinant 
MAdCAM-Fc chimera. CD8+ T cells were purified from splenocytes that were cultured with 
or without CpG (3 µg/ml) for 24 h. Adhesion of untreated CD8+ T cells to non-coated wells 
was included as negative control (‘no MAdCAM’). Data show the mean values of at least 
triplicate samples ± s.e.m. All results are representative of at least two independent 
experiments. **, P < 0.01; ***, P < 0.001; ns, not significant. unstim, unstimulated. 
 
Supplementary Figure 2 TLR-activated bystander CD8+ T cell retain a naïve phenotype and 
do not proliferate. Flow cytometry analysis of CD8+ T cells from mice that were treated once 
s.c. with CpG 24 h prior to the analysis. (A) Representative plots are gated on CD8+ T cells 
and show frequency of CD44lowCD62Lhigh (naïve) cells in secondary lymphoid organs. 
(B) Mean frequency of naïve, effector (CD44highCD62Llow) and central (CD44highCD62Lhigh) 
memory T cells in secondary lymphoid organs of n = 5 untreated mice ± s.e.m. from two 
independent experiments. (C) 	
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individual mice ± s.e.m from two independent experiments. An asterisk without brackets 
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indicates comparison to the equivalent CD8+ T cell subset from unstimulated mice.  
(D) Diagrams show CD69 MFI on naive CD8+ T cells in secondary lymphoid organs of 
individual mice. Horizontal bars represent the mean of individual mice (n = 5). (E) Purified 
splenic CD8+ T cells from wild-type or OT-I transgenic mice were labeled with Cell 
Proliferation Dye eFluor 670 and separately transferred into naïve recipient mice. Recipient 
mice were immunized with 100 µg CpG and 500 µg OVA i.p. and proliferation of transferred 
cells was determined by dye exclusion analyzed with flow cytometry. Representative plots are 
gated on CD8+ T cells and show cell proliferation dye staining and CD62L expression. The 
numbers indicate the percentage of proliferating and non-proliferating transferred CD8+ T 
cells. All results are representative of at least two independent experiments. *, P < 0.05; **, P 
< 0.01; ***, P < 0.001; ns, not significant. 
 
Supplementary Figure 3 Cytokine production of CpG-stimulated splenocytes and their 
effect on α4β7 expression on different T-cell subsets. (A) Total splenocytes were cultured in 
the presence of CpG (3 µg/ml). After 48 h cytokine concentrations in the culture supernatant 
were determined by ELISA. (B) Expression of α4β7 on CD8+ T cells after total splenocytes 
were cultured in the presence of increasing concentrations of recombinant cytokines. The 
dashed line represents α4β7 expression of CpG-activated cells. (C) α4β7 expression is 
differentially regulated on effector and regulatory CD4 T-cell subsets following TLR 
activation. Complete splenocytes were cultured for 36h in the presence of either CpG or 
recombinant IL-6 and α4β7 expression on different T-cell subtypes was then analyzed by flow 
cytometry. Data is expressed as fold change of α4β7 expression of unstimulated T cells. All 
data show the mean values of at least triplicate samples ± s.e.m. All results are representative 
of two independent experiments. **, P < 0.01; ***, P < 0.001; ns, not significant. 
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Supplementary Figure 4 Loss of CD8+ T-cell numbers in Peyer’s patches following 
repetitive CpG treatments is self-limiting. (A) Mice were treated four times at 2-day intervals 
with 100 µg CpG s.c. Absolute numbers of CD8+ T cells in secondary lymphoid organs were 
counted and analyzed by flow cytometry. The diagram shows CD8+ T cell numbers of 
individual mice one or five days after the last CpG injection. Horizontal bars represent the 
mean of individual mice where applicable. (B) Comparison of TLR-induced downregulation 
of α4β7 on T cells in vitro and in vivo. Mice were injected s.c. with 100 µg CpG. 24 h later, 
spleens were prepared and lymphocytes were analyzed by flow cytometry. Representative dot 
plots show α4β7 expression on CD8+ T cells from untreated and CpG-injected mice. For in 
vitro stimulation complete splenocytes from untreated animals were cultured in the presence 
of the indicated stimulants and α4β7 expression on CD8+ T cells was analyzed 48 h later. 
Horizontal bars indicate α4β7 mean fluorescence intensity. Numbers give percentage of 
α4β7high cells.   
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Supplementary Figure 2: TLR-activated bystander CD8+ T cells retain a naïve phenotype and do
not proliferate.
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Supplementary Figure 3: Cytokine production of CpG-stimulated splenocytes and their effect
47 expression on different T-cell subsets. 
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Supplementary Figure 4: Loss of CD8+ T-cell numbers in Peyer’s patches following repetitive CpG
treatments is self-limiting.
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